B 



^ a # ft 

PATENT OFFICE 
JAPANESE GOVERNMENT 



PCT/JP98/04269 
29.09.98 



This is to certify that the annexed is a true copy of the following application as filed 
with this Office. 



& m # b b 

Date of Application: 

m m # ^ 

Application Number: 

th m a 

Applicant (s): 



1997^ 9^220 



^ g 2 7 5 3 0 2^ 



nun m 





PRIORITY DOCUMENT 





4#¥ 9-2 7 5 3 0 2^ 



Yl-902 

IHIUH] 9*£ 9J522B 

[&Tft] WffF^SW IS 

[HIR^flMHH] C12N 15/00 

[»#3C©»] 11 

[ftmxttMmi #3unjft/j>fflKiff*iii 3-3-1 
[ft*] ^ffl &g 

250 

[ftmxiijgm] «f^;Fi»/hH«rt«iii 3-3-1 

162 

[ftBfX.tiJgM] *]K»*flSKit#aiHr4 9 lft>r®\z/lX4 0 1 

[ft*xtt**] M/if m 

[MA] 

[«BU##] 100102978 

[ft*x&£r$o 

[«S0#-&] 100108774 

[^*ft£i&g#^] 041092 

21,000R 



1 



ffiSE^^ 10-3086789 




4#^2. 9 — 275302 



2 



ffiffi#¥ 10-3086789 




#3£ 9-2 7 5 3 0 2^ 



[•is*] mmm 

[^iFtt^GDf&H] 

m&Tg. 1 ] ffi#f## : 2 fC §H«(D 7^7 ^SE#J, * te^T ^ ^ ^@2?rj 

[»#«3] SB?U##: lJCffi«©*ISSB^S:W"rSiS*^2tettCDDN 

4 ] ft ^ 2 Kmm<z> D N A &-£tf - £ £ 4$|g 

[»*^ 5 ] 2 icsa«© d n a zftm-zsmizun-t&mm&mM 



[»#3(8] Jcffi*©* >A*K£:2- K-rsa*&?©$#B&«g 

•PtSDNAfi*. 



1] »*3g7JCga«©DNAiK«JC^'r«^H : ?-. 
[0 0 0 1] 

[0 0 0 2] 
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[0 0 0 3] 
[0 0 0 4] 

^^i^fl&Kte^&^bTVx^ (Miyata T. et al., Immunology (1989) ; 67: 
531-533; Miyata T. et al., Immunology(1990) ; 69: 391-395) „ — 2k :*U"> 

[0 0 0 5] 

[#BWfi?& b <fc e> £ t-si&M] 

[0 0 0 6] 

mm z & £ «> 
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m e>*l£J9E*I©3' <ffi[©cDNA* n - >©&gIB#Ji:ifcifrr a r £ IC J: o T, ;* 

«cdna*jmi mmmmtmh tmegsinj . ^m&ftei, m 

cDNASr^»a-e»«S*fe (n h TMEGSINj cDNA^igggg^jfcgg^jig:^ : lie. 
th rMEGSINj ®**^^^BMBW«:KW#*:2K:w+) . *LT, SwissProt 

^-^^-^©y^yRKWii^nj;-***^, tmegsinj #serpihx- 

A-7T^y- [R. Carrell et al. f Trends Biochem. Sci. 10, 20 (1985); R 
. Carrell et al., Cold Spring Harbor Symp. Quant. Biol. 52, 527 (1987); 
E. K. 0. Kruithof et al., Blood 86, 4007 (1995); J. Potempa et al., J. B 
iol. Chem. 269,15957(1994); E. Remold-0' Donnell. FEBS Let. 315, 105 (199 

tmegsinj nhumwmm. wtmrnto* ftmrnm. 
fee ism&mmtm^A^v^mmm^(D tmegsinj ©»Msjt«b 

feil3 5. IgAW^m#iC^^T TMEGSINj tf^SlC^Stf^c: £ £ j| V ^ 

L-fec Mic, ^ rMEGSINj ^U^n-^-^m^^^^n-^-^ftSr^L 
[n o o 7] . 



( 1 ) mpm^ : 2 iciE«©y ^ y £ t-imr $ ; asjartcswc 1 

(2) (1) tCgB*©#>/\-#SC£zi- Kt*DNA. 

(3) m&m%: itz&m<Di&£mm*:m?& (2) ih^^dna,, 

(4) (2) lC!B«©DNA£-£frz:£:&#^£-r3/<>?#_ o 

(5) (2) K:B*©DNA«:»3a^rtiK:«»r*«fc«atjiBft. 

(6) (5) lCf!*©£ragttlftfe*£ U (2) £flB4fcDDNA<Z>&B£* 
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AM®. 

(9) ^n^-^-I^T^S^ (8) JCflB*©DNAlfi#. 

(10) x>/^-9— ««T?*>*, (8) tCflB«©DNA««. 

(11) (7) lCffi«©DNAffl«K:|§'&'f Sfs^H^. 
[0 0 0 8] 

e>JC, *©3' I/** KSi#IWu poly(A)lC;i3W5^-'f 

^jg^£^J&bTV^©fr#qi!b;frT*&^£#), at^0>4#f*Si#l*:49 
ffi^S^fcttTf^fcV^. tot, *»W#e>tt, 3'-#ft««cDNA^>f:7^y- 
&MV*fc o 3©^tC^y. cDNA(D^:^$$: J 5B*-rS^D-->y^©^l&5: 

3 , ffi«©BS^I»4*^3&- : fe©T»*J. i&200~300bp©@B#J 

■ 7* - »Mu ^fe-7-g>^ : &TO , 3^tC-r5g > tC^T-fe5 u — 

[0 0 0 9] 

rMEGSINj Fi"<5DNAtt, ^ U" > 3r«7 i**Hfl&fr bmRNAfcMSg b 

fem. ©e^I©^JCj;y-^cDNAiC^i-S3^tC<fcU#S3t^T*^So mR 
NACDaBJ»Ji^r-S?>>f V^*2/T*- r«-&ft'feS/ 1 >«MS [Chirwin, et al. 
Biochemistry 18, 5294 (1979)] „ 1/ V 3i<* 9 I/T-"£##~nc|Hg?Stt 

3flflyiL 7x;-^SS:^'5;o^i [Berger&Birkenmeier, Biochemistry 18, 
5143 (1979)] fc£&ffi^.&£fc#T?£<&. ^RNA*^CDpoly(A) + RNA(D^tt^- 

ijjf (dT) &«-&bfeffl#, ^x.«t7rn-^ -fe;i/D-x-^^^^^^ 

4 {iifE^ 5 ? 10-3086789 
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# 



UdT (dT) W£ TMEGSINj ©T ^ J OTB?»J<Z>— 

3(0«k-3lCLT#e>tlfemRNAfC^65^DNA (cDNA) y K©«RN 

Coli RNase H. E. Coli DNA polymerase U E. Coli DNA Ligase 
T'&SU DNA^Cfigli-Sr^lCj; y, -#^cDNA£#£:i h#T*££ 0 
[0 0 10] 

^ fch r M EGSiNj 3»e : ?-«aB!?aS 5 fci:K:-&«tfe^>f^-&Mv^T, 

3f ^ A HBfl&po 1 y ( A) + RN A £ tC L T RT-PCR& IZ£>) 2 U-~y ^fS Z. =fc of 
fg^&£„ PCRICJ:^^ H h TMEGSINj *te^i&gU#J 5: % £ IC ^ n - 

Zf&&mv. i£^cDNA^>f zf^V-Z*>7V-->>fl^ S^il't--5cDNAS:#S 

[0011] 

TMEGSINj tfJJ*\* % b: hBU yrtWMfrt>>f J A£SI§gU Sau3TS|S# 
lftlCfJ^LfcDNA£:7 7-^?#-7?&5EMBL3&C, =fo L < t£, t hX^feft? 
>f^^U-S:^r-^'<^^--eS>SCharon35{CM»^^y ^ vZ^jZ?'? 
% U- (Blood, vol 83, No 11, 1994: pp3126-3131, £JB Zl H ICJ; y 

(1143bp) tfettcDNA^^^^^v-ilLTt h >f J i*DNA£PCR&$: V%Tif 

*I -T 5 r £ ic x y & e> *i £ # :r_ y y - ^ y ^ n y is # £ -f n - ^ £ -f s z: £ ic 
<fcy^^-^A-r^y ^>fif->>3>^ (iIliSl^^nhn-;K 5fM*± 
. PP79-92. &ffV^#T§6. WI$lC»Sff1g«K:WbT%, t b 

>=3r?A$CTfl£ft5fcmRNA, =fe b < fc h WBlmRNA (Clontechft <fc y HA) 
£tf§!£t/T, 5' RACERS (5' -Full RACE Core Set (flO O^&tCfi^ 

[0 0 12] 

#3§9!tf>»^Hi, ^tf^*7^^FS [Mattencci, M.D. SCaruthers 



5 
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, M. H. J. Am. Chem. Soc. 103, 3185(1981)] , ^77^f h • h'JXXf^ 
& [Hunkapiller, M. et al. Nature 310, 105 (1984)] %£(Dlfcm<Dfc^&f&%: 

[0 0 13] 
[0 0 14] 

iUUfeT^ ySfcBB^Itr^U SERPINX-^ 0 - 7 r ^ U - JCM^T £ # > A? jt&fs 

<£%2 0%|^— T*&-5 4L><D£vn\ Mltit'J >^n^T~if PflW^tt?:^ 
[R. Carrel 1 et al., Trends Biochem. Sci. 10, 20 (1985); R 
. Carrel 1 et al., Cold Spring Harbor Symp. Quant. Biol. 52, 527 (1987); 
E. K. 0. Kruithof et al., Blood 86, 4007 (1995); J. Potempa et al., J. B 
iol. Chem. 269,15957(1994); E. Remold-0' Donnel 1 . FEBS Let. 315, 105 (199 

3) mmi 
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>^A^T*#Kl3£<fi!^bTV%£#>;\'?ftl £fctt rgj^##: 2lCfa« 

=gb<^inbfcysyBHE*a«:£u -feu y^u-^r-^mm^ 

[0 0 15] 

So 

[0 0 1 6] 

[Grantham, R. et al. Nucleic Acids Res. 9, r43 (1981)] . ISot, n F> 

(gitpgpprif ir miitagPnPgi g) [Mark, W F et al Proc. Natl. Acad. Sci. U 

.S.A. 81,5662 (1984)] #IC*£5 ^ £#T«£So 
[0 0 17] 

V^X, 7 7 b TMEGSINj cDNAte, -fViZftfr^T^&K. V r MEGSINj cDNA<k 
y^fiCDSERPINX-/1-"7T^ U - KM* Z> %£> £ifrf£lft&#,K<E>ifi^«c (197- 
380A.A.) „ ^#S#<£V^^ (1-196A.A.) , TMEGSINj ORF^cDNA (1-380A. 

a.) <D^mm<Dzfu-^^m^x. 7^©m mm*vy*?vj*m 

^frbmRNAfc&lffibcDNA^ :f^U - fctf^TS 3 £ JC J: *K rfjJRcDNA 
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mm^itnm^m^^m^ (197-380A.A.) , &#^2>H£V^^ (I-I96A.A. 

) -e^-f v-£#s£u v^x, ^vh<Dffi.m> 

m b 1=. mRNAj^ h RT-PCR& 3c M V^T ^ □ - — y #*&*T O Z. t K J; y V ? X, 9 V b 
TMEGSINj cDNA£Ifc#-f SZliltfT^So f J A©3t#lcWl/T*>T&JR^ 

>f^5'J- (7t3j/) €:fflv%Tb: KZ)»^ilH#©*a5^^9-^^>fyu^ 

>f -tf- s/ a >m*ft e> ^ £ ic £ y fltfrts r ttfT? £ -5c 

[0 0 18] 

r©J:^tCbT^D->flsS*lfc TMEGSINj -fen- F^" Sfc$S^ 

pET-3 [Studier & Moffatt, J. Mol. Biol. 189, 113(1986)] COS 
SfJI&Olfr&ttpEF-BOS [Nucleic Acids Research 18,5322 (1990)] „ pSV2-gpt [ 
Mulligan & Berg, Proc. Natl. Acad. Sci.U.S.A. 78, 2072 (1981)] CH0 
ttpVYl CIW8l^M^89/03874#^«] ^-etl^tl^tf&n*. £fc 

[0 0 1 9 ] 

H (Escherichia coli) #W£*l£o * feJCtttfe*© ^ "fe. JC«tt£4fc<D*B£ 
HHfifcLTli, 09iL li* y * n ^-fe^ • -fe HfS/a:— (Saccharomycescervisiae 

. BHK«ijjfii^*rre>ti*. *»w©^3Pt*s«ifr©«*itt. ft^ttj&icai 

[0 0 2 0] 

J^±OD<fce>lCbTe^i:^S TMEGSINj S:n— K t S 1^ t'^I^ t feJ^ 
U TMEGSINj fflj&AS fcttjffllfi^^ ^^Hb^ 
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— tC*T?#J8"T*^i:*«T*$«. *»fl©att5a«1f*5 TMEGSINj CD 

■&R£;**i*fc©*eB:fcv\, D7 h ^7 7 - t ^iim i, m 

&&t>-&ftli, TMEGSINJ mm-tZZ.t.tfT*%Z> 0 
[0 0 2 1] 

z &-\z&&fem&mfo&&T$mMtettm^t=. tmegsinj g>w&&wz&»z> 

j&te^-Wlft<D#lM^&lZ, TMolecular Cloning-A Laboratory Manualj (Cold 
^ Spring Harbor Laboratory, N.Y. ) lCfa«©S^iC^o T*T 3 Z. £#-??^5 0 
[0 0 2 2] 

*SCtC*ff <5m^*^^tl^>. TMEGSINj &t=.\t#i$&W<D TMEGSINj <D$$$"<zf 
JfeilUdU #2j5i£© TMEGSINj $.fete%L$&m(D r MEGSINj (D^^Zf^^^mt 

[0 0 2 3] 

&mm<D TMEGSINJ Sfcli^^CD TMEGSINj (D%^^=f- Ktt, Mlfaifr^K: 

^i7n>f > N7i?a;t> h&n$-VT%£\<\ l^&jiSi~6jI#lcitHl'f t 

%.&&&<D9mit tmegsinj t.ma.mn^BLj&^it^ mmz^vr^mmm 

9 ffil£4#¥ 10-3086789 
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t^JVXZJ y<D^m (Nature, 256, 495 (1975)) iZft.^MM'Vg Z a ffii&fe 

mntlsT\z#v^is>!fVn-;i (PEG) ^-typ^ Vs( jvxftEtfmfb 

[0 0 2 4] 

filffi^ bTttMx.«X-63Ag8, NS-U P3U1, SP2/0. AP-lfc Ztfmtfb tl 

n-wmmMti&Wit.oftt- v^itmzi : 20~20 : y , PEG (#£ L < &PEG10 
^ 00-PEG6000) ^10~80%^<3DaS^*tI$tl, 20~40T3, I, < £30—37 

m tmegsinj ffi#m&M'7v F--e<z)x^ u-— >^rjctta^©*as^i6MT? 

M*fi TMEGSINj «EKS:iiC|gXttfift4:*JciRj»S*feiaffi 
tBic^b^m tmegsinj ^d- ^^tfrSrtftffi-r M^n^J 

tt#ttftll^»*fc£^«9SLfc TMEGSINj SlJDiL, @*BlC^lir bfctfi TMEGSIN 

[0 0 2 5] . 

tft TMEGSINj VU— rjVffLtt.<DmmiS£ZfVU- — 

£"5fci&i6&/BV^ ! &J:V*. 1-20%, L < &10~20%£>4^!.ifil 

tff£^tfRPMI1640fgife (*U*mm (#0 ) . l~10%©4 i il&MSf S:*tfGIT« 
ifi (5ft!3fe*«6X!R (80 ) , tLfctt./^zfV K-^#*#*UlitfllNStffi (SFM-101 

, H*S^ (#0 ) &££Mvas;i£:#t*££o Jg§li&fl?», *iS20~40T;. ft 



1 0 
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fMfliBU _tlB©*fiJfil?fc|'CD*t TMEGSINj ^t#flf©iM3t £ H#tC bTl!/£T*£ 5, 
-etfSz.liifi'V&s ^n->ftsnfe;w^iJK-vti, b< tifcifoSMStffi 
# * b < tt llfczMt b T m Z> d i: =fc *e f £ £ o 

[0 0 2 6] 

m tmegsinj =e y * n —f-;itfn^<D^mmmitmn(D^ u * n -i-jimfa&ft 

[0 0 2 7] 

-TS TMEGSINJ ^^O^n^-^-M^ X>7\>^-«C##£*l5o Zltl 
*>(DmWZ, #H§¥6-181767-^#, TThe Journal of Immunology (1995) 155,2 
477-2486, Proc. Natl. Acad. Sci. USA (1995) ,92, 356 1-3565 J ^iHSfSICD^^ 

[0 0 2 8] 

1) TMEGSINj CDNACD5' ^f^^n-^U H h^f; A7^^7'J-J:'J 

tmegsinj ©^n^E-^-i^^n-^m, 

2) ftJRBBBlWtiffcbT TMEGSINj *fc^©»8R|W*&:3 K> £^tf^©_t$M# ( 

2~5kb P ) (D^u^-t-mmz^mMzm. atfiSBwsrStjfe-r*. 



1 1 
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^■U->^^AMIfi^e>W»bfcpoly(A)"RNA«:»Si:b, r MEGSINj 9t&*<D# 

3) 2) -C»fcDNA#e> r MEGSINj »e : ?©3-K1fi«€:I»VxfeDNAWT^r«:^^' 
5 F±iCit n-->^*b. Z1<D2~5 k b pDNAf^TtftfJT^C l/)J<-^- 

at-&7 : i:b*c©^a9i*7a:-n--n/T-fe^^«tt»* (cat) 3te^ 
^ pcRay, s'^wfl&tfs'^fcfifciiHKSofc tmegsinj » 

4) 3) TffERbfcl'tf-*-:/^* K-£Jim«!!lbfc»*«ffi©CAT^ 
tt^J/^x^-^tStt&^-r*-^^**^ TMEGSINj »e^Jha&»#K:## 

[0 0 2 9] 

3' #3-KfC -f> hn>t£<DX>A:/1*--M^&. ^MEGSINj cD 
0 NA&^n-^U KWA5>f^y-J:yth TMEGSINj <D>f J Mt&=f- 

[0 0 3 0] 

rMEGSINj m^o^^^bTVN^^S^-^, rgfttftx^tt^n b 
3-/1/ <»Wt) J . tAJ*^-^T)VisV-X5m^-®*W$i& (#±tt) 
j , TDNA & Cell Biology, 13, 731-742 (1994) j KlB«©*tt*©^»©** 
, T7*-5^-*9i>fcEV*fc;*f8U •frtf^x**^, 

U>^-f>y& W7h«S, *fettone-hybrida5T?»*3.i:««*eSS. 
, #&§*H*K:fcv^ K^H^iitt rMEGSINj »£^(Z)sf£^£SS£iSbTv>£H^ 



1 2 
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T, TMEGSINj aft^O^&igfffilbTV^Ste^H^ifeftSit^-eSS. 
[0 0 3 1] 

«a««r^*f*7T-S;fc38#«-*3i:ICJ:oT, TMEGSINj Sfitf-aftBfc 
[0 0 3 2] 

[0 0 3 3] 

JCH&^tlfcjft^ft^ *5fc?£U lOOittg/Ml0 3 5^— (Washington Bioche 
■icaltt«) t&lZ37'CT°20ftm4 y*c=LK-hL& 0 25m M 
Hepes, 10% Nu-serum (Collaborative Biomedical Products*!, Bedford, MA) 
& <fc U^^^g (10mg/ml©^- S/iJ y > zM/^h^e/X &<ktf:7>3^./ 
» S:*tf«%199 (Gibco BRL*±, Gaithersburg, MD) iC#M^$-& % 5%C0 9 >f 

tt, r^^-y (Zymed Laboratories^, San Francisco, CA) % JaVLA(very late 

1 3 ffif2E#¥ 10-3086789 
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antigen)-l,3,5 (Immunotech) <Dft&m&lZttLTm&*5&-* - te^TfK 
[0 0 3 4] 

6mn,B\z. vy-vzs^vtt^rz^-Y (gto mzm^x, ±Mk*M\> 
*v>*r?&MM^y'7A'^ybmmmzv ymwrn^M^m.-^ (pbs) t*&^ 

U 5.5mM GlCmWL*-1:?feMi*l£t~ 0 DNA&184*- ^(DtfSrjlig^ite 31 £ iCfc y 

ytfclttSitfc. ±»fetJ/^b'J7Mn7tf-h (CsTFA) JgicaS^< 
15"C % 125,000XgT*24^F^y{>^ilLfco MkK V y V &TEAy 7 7 -fc 
^8?£i±£o *U =JdT-fe;i/T3-7.^^A (7 7^7^711) JCJ:*;, poly(A) + RN 

[0 0 3 5] 

c^M3] 3' -n fnicDNA^ w ^ y - 

po 1 y ( A) + RN A £ i|M £ L T . pUCl 9 £ £ flg ttS^^^-^-f V- [Nor r ander 
J.,et al. ,Gene, 26, 101-106(1983)] feMV^fccDNA^/ftfeffofe. i©^^^- 
DNAli, Hindis, £ <fctfT^-;i/£%oPstI^g£;£ U Mbolgpft 



tfBa«HIT*3J»TU #ClC <£DNA^T*^fl:£ £ tf^-f 4* ~ V 3 > fc^To fee ^ 
&9>#\MC«*U «#KliU«i-Sii:K:i:yfl89JC«»S*fe. cDNA^ASB 

puci9^n-r.>^-9->r Mcg$ig-r<5:/^f (s'-tgtaaaacgacggccagt 

-3' £ J: 1*5' -ACCATGATTACGCCAAGCTTG-3' ) fcMV^^ T~ RPCR&C J: *J ff #1 $ it 
fee #e>*ifc$gv^#^DNA£, -F>f *;]/BB^&£/Rf&KJBV^ Sl&SH^m^# 

[0 0 3 6] 

1 4 ffiSE^^ 10-3086789 
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£.t>'T*&t=. (Y. Yasuda et al. f submitted; K. Matsubara et al., Gene. 135, 
265 (1993); K. Okubo et al., Nat. Gen. 2, 173 (1992)) „ fc: hJg#*-?-> 
A*fflflStf)3' #|BlcDNAr7>f ^ U -©*^DNA@H^J&Jt fc^v^ ^ y #*AIC 
^bfel836<g©^n->©g|$^@B^j$:^tfc 0 ^n->©BE^fflHttS:, ffl 
S. (C itfe L, $ £ IC FASTA :7 D A £ V a T DNAt 1 - # A > * GenBank £ b 

£ c ^^^Bi^fe.fc^ilJ^^^^mRNAS: h^n h®=Jffi"-5 3i:ic«k * 

« ; b#<#^E-tS-0©^n->^#P,tlfe 0 rCD^n->^ ^mRNA©^^© 
0.3%£-£A^v\£: o 

[0 0 3 7] 

immmsi 5' Raceme ^s^^^n-ri^ 

r5'-Full RACE Core Setj («) g) fcfl^T, Tia<JDH&£?To 

fc„ 0.5mlv>T ^D^cx-^iCt h^#^^>^^A«^e>M|gl,fcpoly(A) + R 
NA (0.5/tg/Al) 4.0/tI. lOXRTAy 77-1.5/il, RNase-f > - (40U/ 

Ml) 0.5^U AMY Reverse Transcriptase XL (5U/yctl) 1/tl, 5' U >^ffc 



RT^^fV- (5' - PTCAGAGAGGTCATTC. 200pmol/ itt 1) 1 A 1£-&0X., RNaseFree d 
H 2 0 7/ilT*£*£l5/*l£L£: < , Z<DBLJ£m& TTakara PCR Thermal Cyclerj ( 
^mm. (#0 W) iCtyhU 30°C103\ 50*C60£\ 8(TC23\ 4riO^>f>^rL 
>3>U f£li|cDNA£#£ 0 
[0 0 3 8] 

£fS?£fr£l5#l$:5X/W:7U y KKNASEftAy 7 7-15^1, H 2 0 45/ilfc-g- 
tf0.5mlv>f ^D^zi-^cfi{cinAfco RNaseH 301CT?ll$ra i Kj£& 
ffo£„ MJSt&T^ ^^^-;i/150/tl$:Jnx.-70 , Cl?30^^, SM>U ± 
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[0 0 3 9] 

#e>*lfctfcM%lC5XRNA (ssDNA) 'y^tf-i/* yAy 7tS/i 1, 40% PEG 
#600 20*1, H 2 0 12*1 <fc<Mif, T4V#-i££l*l;fo;LT16 > CT*15[$ 

[0 0 4 0] 

PCRfcfcClJ&ofco 10XLA PCRAy7T-II (Mg 2+ plus) 5*1, dNT 

PSteft (2.5mM) 8*1, -&PCR Sl^-fV- (5'-TCATTGATGGGTCCTCAA, 20 P mo 
^ 1/* 1)0.5*1, -7*PCR Al^^V- (5' -AGATTCTTGAGCTCAGAT, 20 P mol/ At l) 0 
.5*1, TaKaRa LA Taq™ (5U/*1) 0.5*1, «gf2KT?±*£50 * 1 £ Lfr B Tjak 
ara PCR Thermal Cyclerj tC-fey hU 84TC3^iD»«, 94TC30=g>, 60r;30#, 7 
2T;2#£25^>f ^;i,£/S3-£fc o 
[0 0 4 1] 

-ikpcmmmmfrbivizmmnv. ioxla pcr TM/ty^T-n (Mg 2+ P ius 

) 5*1, dNTP&£& (2.5mM) 8*1, ~#PCR S27°^4*?- (5* -AATGGTGGCATAAA 
CATG, 20 P mol/*l) 0.5*1, -&PCR A27^>fv- (5' -ACAGACAAATTGAACTTC, 
20 P mol/*l) 0.5*1, TaKaRa LA Taq™ (5U/*1) 0.5*1, I*tt*1*£*fc50/il 
£Lt=. a TTakara PCR Thermal Cyclerj tC-feyhU 94r30#, 60*C30#, 72 

[0 0 4 2] 

?§M#fr£>l*l& Toriginal TA Cloning Kitj (Invitrogenft) fc^T-tf-?' 
?U-=.y>fL. #e>tlfe^^^K& r pC R-942-5.3j fcbfc. ifA3*l£it 

[0 0 4 3] 

^W^fifiRMtffc LT^J4003?^ b^-^ F&*A/7?V*fc. ^JBStlSBM&n F 

>ATG©&g#, n>-fe>-9-x@B^Ji:-^:t, *«©^-^>y-^-f 

-A ( rthe first ATG rulej MEGS IN cDNAO&JEKSf 



1 6 



ffitE#¥ 10-30 8 6789 




4#¥ 9-275302 




[0 0 4 4] 

(0.5mg/Ml) l.O/UfcilMilU SHRM^fen- F1"£ £ ? ic^ffbfe >^>f 

>f ^ - (5' -GAATTCATGGCCTCCCTTGCTGCAGCAAA) X b y K>ilSal l|g|^@2 
#I&#nx.£: :/^>f V— (5' -GTCGACTTATCAAGGGCAAGAAACTTTGCC) "^PCRM^ £ £ 3 
^ fcofco £J&35#&. lOXEx TaqAy:7T-5Al> dNTPM^ (2.5mM) 8/ttl, P 
CR^^-f V- (5* -GTCGACTTATCAAGGGCAAGAAACTTTGCC, 20pmol/jtil) 0.5/tl, — 
&PCR Al^>fV- (5' - GA ATTCCATGGCCTCCCTTGCTGCAGC AAA % 20pmol//tl) 0.5 
/tl, TaKaRa Ex Taq™ (10U/ai1) 0.5/tl, i$S2K"e:£:i;£50 yti 1 H Lfc B rjaka 
ra PCR Thermal Cyclerj iCizybU 94^1^-, 6(TC2£\ 72 , C2#£301M ? ^ 

%m £ -& t=. „ o . 75% r # n - x >f n y k e> ax t v % & r t & 

fgb, MJC&^^tf 1 ^ e> 1 At 1 TOrginal TA Cloning Kitj (lnvitrogen*±) £M 
VAT"9-^^n-->^b, #5>*lfc:7^;*^ K£pCR-942CD-ll/2£bfco pCR-94 

m$ZmiZ¥l&9*?VR2. ZHlzmft^nLtc (^St##FERM P-16440) 0 Z.<DZf 
# FS:EcoRIi:SallT*^^TU SAlfef EcoRI£SallTH£ISTLfcV;i/ h 
-ZM^mftftM^ttnttTftm^t pMAL-r (New Englan d Biolabjfr) £ 

, T4U#-1?&flJV^£U *»»XL1-Blue£jg««3lbfc. T>^ 

> F^iffiu mmmmvmmi,, is^?*-, pmal-megsin^^^o p mal-me 

^m{C^9^9^2 2 0tCfflftWf£L£ (^ffrg^FERM P-16439) „ 
[0 0 4 5] 

pMAL-MEGSIN-e^M©^ b £*^®XL1 - Blue£ 100 n g/mllC & § <fc ? IC T > tf 
J/U >S:iDiLfelO«l©LB*«n?371C, 18l$|SHBi: 3i»U £ ©ig«?££ll<£>Ri 
cWgifi (lH4nci0ghD 5g^-eaffi^l> 5g NaCU 2g^>^=l-X *^&T 
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o *§;gftlCT&j0.40D (A 600 ) iC&ofci: 3 5^0.111 IPTG (isopropyl-/S -D-thi 
ogalactoside 1.41g^7K50mUc^fi?bfc*;CD) 3ml£;&|j;jL, ^^T37"CTigi: ^ 
^f#Lfeo 2tt|S^, (4000gX20#) JC<fc yB#&£«>, 50»l©|gftMt 

W7- (lOmM Na 2 HP0 4 , 30mM NaCl. 0.25% Tween20, pH7.0) SrJnA^c <fc < 
JMU -80^T*18B#fl9»^ V--?r-S/a> (BRANSON?! : SONIFIER250) L 
, S#£t&#Lfc 0 0.5M&Cfc£J;-MCNaCl£:#tJ;>L, ifrMftfls (10000gX30#) IC 
<fc *J±^tS:^*feo ±?fiC200ml<D0.25% Tween20/;ft ^ AAy 7 7- Srin*., 
&£>;frC#)0.25% Tween20/^j^AA>y 77- (0.25% Tween20, 10mM U yWt 
, 0.5M NaCl, P H7.2) T'^ft LfcT ^ □ -^fl|30ml fc^bfc^-MCn - 
Kl/fco lml/i>©^jiT? N 10Oml£>0.25% Tween20/^J 9 -kA y 7 7 — , &IC150 

^77- 50»lTT5n-^«fl§tc3|ig^L,fc]B[^SeKS:*ffibfe. iti&K 
^ytiM (Amicon stirred-cel l concentrator) 7?$|lmg/ml £ "ZMM b£ 0 
[0 0 4 6] 

ifc-£ b T V* & v;i/ h - xffi&m B ^l±J^T0^T'^lC J; y ^JKt^T £ 5 
o SfiK^^jS^a.-^ (^H^^F* 3,500) lCAtl77^^-Xa7ty 77 
- (20mM Tris-Cl, 100mM NaCl, 2mM CaClg. lmM TPit^hV^J^) lC*fbT 
M%f-tZ> B m$tLfc&ffi.200(il (lmg/ml) {ClO/t 7 # # -Xa (200 (i g/ml) 



[0 0 4 7] 
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# 5£ 9 — 2 7 5 3 



# 



<-MBP 



CTCGGGATCGAGGGAGGATTTCAGAATTCATGGCC- 
LeuGlyJ/eff/ufi77dr*IleSerGluPheMetAla 



7 7 # * -xmm&tiL 



SwissProt^-^/^-XTrFASTA^n^^AlCi: »J T ^ J U V-^M^l 

Z.<Dnte^m%9i)\ SERPIN (iz U n-rT-if >f > ^ -) * 
— U— [R. Carrell et al., Trends Biochem. Sci. 10, 20 (1985); 

R. Carrell et al., Cold Spring Harbor Symp. Quant. Biol. 52, 527 (1987) 
; E. K. 0. Kruithof et al., Blood 86, 4007 (1995); J. Potempa et al., J. 

Biol. Chem. 269,15957(1994); E. Remold-0' Donnell. FEBS Let. 315, 105 (1 
993) ] KlMi-S^^^^R^ffiHtt^W^ifc^W&^lC^ofc. SERPINX- 

^©^nBTOfc-fe y >^n^T-if >f >K tf # - £ LTMm-?Z> a H¥±^BS 
ttffiftl (SCCAl) 7b\ *Vy*VI*ft$kto&&*£**>TK"ttm& (41.2%H- 
) fca*U **lK!SERPIN^-^-7T5 U-©ffi©*>^^«. SCCA2 (40.6% 
) , B^x^-r^-i?^ (37.5%) , fc^tfy^^y-^T* 

. f >fctf g^-2 (PAI-2) (35.2%) ffj^fc, Uc^ots 
r©3HK^£: r MEGSINj (mesangial cell-specific gene with a homolo 
gy to serpin) il£tttf1to 
[0 0 4 8] 

rMEGSINj ©TS yMBflJ&^-^fcSRbfc (®D . *f> COOH^jglCSE 
RPIN©4*«###*£wfc#l»&#Kfcofc. 4o©ffc£N-^y 3S//Wr: 

B^Jy^i (T^ 7^1-16) feil^aA'J^^^B (7^^27-44) 
IC, 2o©#*ttfH«###bfc. rtl&tt. SERPIN©«K#JCfiH*fi:flI«:*fe 
(G. von Heijne et al., J. Biol. Chem. 266, 15240 (1991); 
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D. Belin. Thromb. Haemost. 70, 144 (1993); D. Belin et al., EMBO J. 15, 
468 (1996)) 0 Vn<o^©SERPIN^ a 'MJ y #XAfc &'&&$ s O>$?fti& i &.fcUis 
^/I/K^JfCJ:*;, &&ZtlZfrlk&lZfflffimz&&?Z-tkKM&$-* (dual 
istic molecule) £ LT#^Ef 5 e>tlT V^S (R. D. Ye et al., J. Biol 

. Chem. 263, 4869 (1988); A. Wohlwend et al., J. Immunol. 139, 1278 (198 
7); A. Wohlwend et al., J. Exp. Med. 165, 320 (1987); C. Genton et al., 
J. Cell Biol. 104, 705 (1987); P. Mlkus et al., Eur. J. Biochem. 218, 10 

7i (1993)) 0 serpinx-a°-7t^ v - <Dm®$ y rt? KttiMir 2> Z. HIZ & 

*K 7^ v>^334~ 352#M/S3P&;i'-:7 (reactive site loop/RSL) (P16-P5' 
) (P. C. Hopkins et al., Science. 265, 1893 (1994); K. Aertgeerts et al 
., Nature Struct. Biol. 2, 891 (1995); P. A. Patston et al., FEBS Let. 3 
83, 87 (1996); H. T. Wright. BioEssays. 18 , 453 (1996)) iCffi^-TS Zl £ # 

7jkmtmt=. (02) 0 ^<o^tf)SERPiN&, 7uTr-nmmx*izi£<. 
><Dmm£t~&!hmMm(D£z)&mffizm'?2>i>K tmegsinj a^n^r--™ 

WZft?Z£Zm-t3-o<DUn&&&~?Z> 0 tf-ottt, TMEGSINj ©RSLO 
Peven^Stt, /Jn$ <, fHMSttT&Stf. Z1*U±|SWSERPIN(Z># 

mx*&2> a ^2ic, B&ssERPiNte. n>pmmnmtti^sL(Dm 2 ^mm (P12 

-P9) \Z rAla-Ala(Thr)-Ala-Alaj &£@B?rj£:^-r£ 0 TMEGSINj ©RSLOP12-P9 
«U TATAAj T*$>Z> 0 TMEGSINj ©RSL£>P17-P8SB#f (EGTEATAAT) tt % M 
WSFRPTNf7>nV^V^7^[ (FGTFAAAAT^ y-&f* %i Zy\,T_ RST.^NH, ^ 



M^©7^yM©*£££m^£MI&LTVNS 0 tmegsiNj &c&, 3©/S >>- b 
[0 0 4 9] 

rsl (pife«fctKpr) ^om^n^m^ti^-tw^izmmir^mit. Ly 

s-GlnT'&U, m&mm&*&MirZ,t-&>lzW.mT*2b2>Z.m%.*>nZ> (T. E. Cre 
ighton et al., J. Mol. Biol. 194, 11 (1987); P. Gettins et al., BioEssay 
s. 15, 461 (1993); P. E. Stein et al., Struct. Biol. 2, 96 (1995)) „ Z.(D 

2 0 £fJlE#¥ 10-3086789 
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SPfilCBB»b^ieM5:^LTVN^fa(3D|5I«SERPINli^ie>tlTVN^VA 0 KunitzM? 
^Sffi^nrT-tV yt¥$-(D£o fcSERPINtt, PUCLysfc^ UT & V . 
hV7ts>Z&±l\zmW?Z>Z.t.tf%tibtlT^Z>o rMEGSINj (D^llft-fe y y-ju 

[0 0 5 0] 
[*«SfiI8] TMEGSINj ®«HBjR«f (2) 

TMEGSINj ©y— tf>^n^ M*«ftt, JKT©J:^^bTlfofc. RNAfcti h 
*^>^tfA*&**HJ»fr&#lfcbfc. ig«M©poly(A) + RNA (5/ig) 2.2M 

^^5fbfe= ;i># — SrRapid Hyb|§?g (Amershamft, Arlington Heights, IL 
) ipTf/W zTV #VX3ii:fc 0 Zf-Unrhlt* 6(TCT% 0.1XSSPE/0.1%SDS£ 

[0 0 5 1] 

Clontech (Palo Alto, CA) ^f.SAlfc. t h ©^tfc<Z)M^O ^ -if y 

Hctt, 4>NU l&fi* 0, fiFIK, WBi. J:tf»»©2#ig©poiy(A 

) + RNA^-g-*^-S„ H V01mMU3kV>J—*?y7uv Met*, m #§l$c a fiaMBL- 
60, HeLafflj&SS, «tt#fltttBjfiti&K-562, y >/\°^Blfil;!gM0LT-4, Burkitty 
# >7\°MRaji, *MJgagSW480, B$^A549, 33<fcl^M'feffiG36ia5l5©2/tg<Dpoly(A) 

+ RNAff-g-£*iS. /\>f ^y jf>f-g~->g>fect:^#tj:±fB^^tCLT^ofc 

o 

[0 0 5 2] 

megsin cvu-fu-zrzm^fcj -*fy?uy hMffi"£\ *^y3?V2±mmm 

(03) „ rMEGSINj gflill kl hWfl!6^(Z)poly(A) + RNAlCli^ai3tl^ 
frofc. ^©ICS©-o&, BiKlcttA&ffllieu ±&jfffll& £<fctm©#*&#W 

[0 0 5 3] 

^RSt. MEGSIN^jg^te, W»jffi«^&RT-PCRKliyi(?(iStlfc.' RT-PCRtt, 

2 1 10-3086789 
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t hftmmm*e>*mLfc±1Mt:mm£ It, ri-Primed-First-Strand kitj 
(77*7^^* (80 ) fcBWtfjofc. PCmmit. P D NA Thermal 
Cyclerj (Perkin Elmer Cetus) IC <fc U , 94°C1^, 60"C2^ 72"C2#£, 25-* 
-f $ ft/ft t>^7^f7-i:bT r 5' -ATGATCTCAGCATTGTGAATG-3' J . y 
>ft>X^7>fY-^lt r5' -ACTGAGGGAGTTGCTTTTCTAC-3' j feffiufc. ifipg 

s*ifcR^at>fXtt, 773bpT-$,ofc 0 K«:.«imn®iDtti/^«ttftt 

iroT^n-^y^^ftj^^y^n^fe,, fmegsinj 

KT-PCBJCfcyiettStKfc^ofc (04) „ 
[0 0 5 4] 

ft*fcft*3»*fcifft«:i:«J#&tlTV^ (R. J. Johnson et al., J. A 
». Soc. Nephrol. 2 (10 Suppl), S190 (1992); J. Floege et al., Kidney Int 
. 45 , 360 (1994)) . LfctfoT* r MEGSINj <D&mt, 

<W/£a^JB»3*is©fr%bftfcv*. tihfUcin situ;wyy #>fif_ 
S/h>©«* (TIB) It, £©««fc-»bTV*fc. 
[0 0 5 5] 

imm — r ME GsiNj (ommmrn cs) -i**v*i&*y 



it 

in situ/W^U^tf-^aS/ICiy, 18A©IgAW35E (IgA-N) Jt#;J3J:tf3 
A©«»A©»«|*»&»&tlfethtMB«*e, MEGS IN -fiNA«gfctfftL&. in 

situ/W^U^-f^-S/g^tt, JKtWJCwLfc^ifelCiytfofe (Kidney Int. 
52, 111 (1997)) „ HhMEGSIN cDNA©391~428ffi©5C ^ l/^ KSW&^n- 

&v*$Ob-:7 n=g) , **fic©so%JK±««*fl:'LTv^^-^r ( « 

ft®. n=9) ©2o©^-^lc^fe. MEGS IN mRNAte, ««#Tf *»I«A-HT?%, 

. **#jc©*ttfltsnfe (as a) o &mftftx% *EGsim&mmt**y*? 

2 2 ffiffilf^ 10-3086789 
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fetf), J\4Z?V #J1i-is3y(Dmzmzser'fflM*%!&M-t2>£. MEGSIN^n 

T'tt^bJ&^ofeo MEGSIN mRNA|g^ 1:^*^1- S^fe> 'P?£< £=fcl(M@£>^ 
^ fc„ Mann-Whitney Utt£&tmJfctt£JSV%fc 0 *§5Mtf)IgA-NlCfctt5MEGSIN|£ 

, tmegsinj (Dm^^^y^^^mmt>^^ti5^yt.f^tmmhr^t^iz 

[0 0 5 6] 
CHJMIO] mMEGSIN^t#:©^7t 

(1) TMEGSINj <D&f&*7^FKtt?&#V VU--F}VtfL&<DM& 
MEGSIN^eSCDN5fe^^?>342~356#iOD^^ KONjfcSgtC l/7.*r4 > fc"^ 
"TS^^K rH 2 N-C-S-N-I-V-E-K-Q-L-P-Q-S-T-L-F-R-C00Hj felS^:/* 1 K8s 

icfcy^jau wa*#^n-7h^7-f-jcj:y*issu mbs(«->tw^k 

, SiSi&gE$[5t& (ELISA) JCfcyfflMHSUfc. GO,*'?* F&lti*/Z 3lW96R 

5tLfc 0 lft*S©a!IfettfifS&^lhbfc«JC492n«©jRS'efTofc 0 ^<Z)^JH> 4 

2 3 mSE#¥ 10-3086789 
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59Bft, 640t£}C, #6 f 800«, 20,500«, 25,400«IC± 

#l/T^ii:«:fltsife. ff&^tt>>i7ji>^? McfcyMEGSlNilj 

o 

[0 0 5 7] 

(2) MBP-MEGSINK:»'r*3Ky^n— ^^#o»3i 
3feJfi«6T#e»nfe«»Hl-&5ajBtlfflp-MEGSIN (lOmM U>^hU^^ % 0.5M 
NaCU 10mM v;H>-X) □ >f > K^T A> h U 

£ *H 1/ MBP-MEGS I N T\ $Mft <50*g/1ffi) , 5»n« (50^g/H) , -7*19 

^ (so^g/E) , 9mm%i aioofis/m) . n&ra& (200^/0) Kmm&isiv 
fc. siBs<ofttt«. i9nft(cttimeiiiL&fTV\ 204800 

Lfc96*:/l/-h£Mv^EIAlC,fcoTfi 1 o£ 0 SKtt£#*U&ftjfc»£#9 
ai/bJClOO/tl^oill^T-^SlSSrffV^ ±»»*, |Jt#«, tt*-fr¥lgG Fab' 
-HRP (IBU H^) m&%i. OPD (Sigma, USA) T'lgfeLTl^lfc 

o *§e>*i£mifii»&, *?3L*9y?Uy MCJ: y, MBP-MEGSIN£4#J|l&K: 

[O 0 5 8] 



(3) MBP-MEGSINtC^f-tS^ J * U -± JVffifaV>m& 
^Jfe«6^flf&4xfcaHg|B^5ejBtMBP-MEGSIN (10mM Vyn±hVVM>* 0.5M 
Nad, 10mM v;i/h-^) ^i©7n^f> F^7^aA> 
fMtLfco 3©?L^S:. 3E©7MI^©Balb/cv^X{C27G©^#tlCT^T. £ 

£ (100 :20*tg/ES. 2-40:10^/0) 0 4Ef&#«, Jg#M «fc U ^*«JlitL 
. W>W&mfeLt=. 0 «t#flffoaf3ttt, iaM50ng/^oi;i.$:@tgfbLfc>r ^ 

*X"63 Ag8i:PBGfe»V%fe#j5Slc*yjWlB»^Lfc. MBP. BSA 

2 4 miE#¥ 10-3086789 
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o 

[0 0 5 9] 
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[0 0 6 0] 

w&m^ : 1 

Si2#[<£>S2 : 1143 

mmom •. mm 

M&XOmM : cDNA to mRNA 

ftwizm-tm^ : cds 

#&&fi : 1..1143 

ATG GCC TCC CTT GCT GCA GCA 
Met Ala Ser Leu Ala Ala Ala 
1 5 
AGA GAG ATG GAT GAC AAT CAA 
Arg-Glu Met Asp Asp Asn Gin 
20 

r.ra ap.p nr. jjr r ,r T r , rr CTG 



AAT GCA GAG TTT TGC 

Asn Ala Glu Phe Cys 
10 

GGA AAT GGA AAT GTG 

Gly Asn Gly Asn Val 
25 

err, rrn htp. r.r.r. ttp. 



TTC AAC CTG TTC 
Phe Asn Leu Phe 
15 

TTC TTT TCC TCT 
Phe Phe Ser Ser 
30 

err. rt.t p.aa hat 



Leu Ser Leu Phe Ala Ala Leu 

35 

GAC TCC CTC TCT CAG ATT GAT 
Asp Ser Leu Ser Gin He Asp 

50 55 
GGA TAT GGA AAC TCT TCT AAT 
Gly Tyr Gly Asn Ser Ser Asn 
65 70 
AAA AGA GTT TTT TCT GAT ATA 



Ala Leu Val Arg Leu 

40 

AAG TTG CTT 
Lys Leu Leu 



CAT GTT 
His Val 
60 
GGG CTC 
Gly Leu 
75 

AAT GCA TCC CAC AGG 



AGT CAG TCA 
Ser Gin Ser 



48 



96 



1AA_ 



Gly Ala Gin Asp 

45 

AAC ACT GCC TCA 192 
Asn Thr Ala Ser 

CAG TCT CAA CTG 240 
Gin Ser Gin Leu 
80 

GAT TAT GAT CTC 288 
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Lys Arg Val Phe Ser Asp lie Asn Ala Ser His Arg Asp Tyr Asp Leu 

85 90 95 

AGC ATT GTG AAT GGG CTT TTT GCT GAA AAA GTG TAT GGC TTT CAT AAG 
Ser He Val Asn Gly Leu Phe Ala Glu Lys Val Tyr Gly Phe His Lys 

100 105 110 

GAC TAC ATT GAG TGT GCC GAA AAA TTA TAC GAT GCC AAA GTG GAG CGA 
Asp Tyr He Glu Cys Ala Glu Lys Leu Tyr Asp Ala Lys Val Glu Arg 

115 120 125 

GTT GAC TTT ACG AAT CAT TTA GAA GAC ACT AGA CGT AAT ATT AAT AAG 
Val Asp Phe Thr Asn His Leu Glu Asp Thr Arg Arg Asn lie Asn Lys 

130 135 140 

TGG GTT GAA AAT GAA ACA CAT GGC AAA ATC AAG AAC GTG ATT GGT GAA 
Trp Val Glu Asn Glu Thr His Gly Lys lie Lys Asn Val He Gly Glu 
145 150 155 160 

GGT GGC ATA AGC TCA TCT GCT GTA ATG GTG CTG GTG AAT GCT GTG TAC 
Gly Gly He Ser Ser Ser Ala Val Met Val Leu Val Asn Ala Val Tyr 

165 170 175 
TTC AAA GGC AAG TGG CAA TCA GCC TTC ACC AAG AGC GAA ACC ATA AAT 
Phe Lys Gly Lys Trp Gin Ser Ala Phe Thr Lys Ser Glu Thr lie Asn 
180 1S5 



336 



384 



432 



480 



528 



576 



TGC CAT TTC AAA TCT CCC GAG TGC TCT GGG AAG GCA GTC GCC ATG ATG 624 
Cys His Phe Lys Ser Pro Glu Cys Ser Gly Lys Ala Val Ala Met Met 

195 200 205 

CAT CAG GAA CGG AAG TTC AAT TTG TCT GTT ATT GAG GAC CCA TCA ATG 672 
His Gin Glu Arg Lys Phe Asn Leu Ser Val lie Glu Asp Pro Ser Met 

210 215 220 

AAG ATT CTT GAG CTC AGA TAC AAT GGT GGC ATA AAC ATG TAC GTT CTG 720 
Lys He Leu Glu Leu Arg Tyr Asn Gly Gly He Asn Met Tyr Val Leu 
225 230 235 240 
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CTG CCT GAG 
Leu Pro Glu 

AAT CTA ATG 
Asn Leu Met 

GAG GCA TTT 
Glu Ala Phe 
275 

CAA TAT TTG 
Gin Tyr Leu 

290 
GCA GAT CTC 
Ala Asp Leu 
305 

ATG ATG CAC 
Met Met His 

ACT GCY GCC 

Thr Ala Ala 



AAT GAC 
Asn Asp 
245 
GAA TGG 
Glu Trp 
260 

TTT CCT 
Phe Pro 

AGA GCC 
Arg Ala 

TCT GGG 
Ser Gly 

AAA TCT 
Lys Ser 
325 
ACA GGA 
Thr Gly 



CTC TCT GAA 
Leu Ser Glu 

ACC AAT CCA 
Thr Asn Pro 

CAG TTC AAG 
Gin Phe Lys 
280 

CTA GGG CTG 
Leu Gly Leu 

295 
RTT GCT TCG 
Val Ala Ser 
310 

TAC ATA GAG 
Tyr He Glu 

AGT AAT ATT 
Ser Asn J1p 



ATT GAA 
He Glu 
250 
AGG CAA 
Arg Gin 
265 

ATA GAG 
He Glu 

AAA GAT 
Lys Asp 

GGG GGT 
Gly Gly 

GTC ACT 
Val Thr 
330 
GTA GAA 
Val Gin 



AAC AAA CTG 
Asn Lys Leu 

ATG ACC TCT 
Met Thr Ser 

AAG AAT TAT 
Lys Asn Tyr 
285 

ATC TTT GAT 
He Phe Asp 

300 
CGT CTG TAT 
Arg Leu Tyr 
315 

GAG GAG GGC 
Glu Glu Gly 

AAG CAA CTC 
T.ys Gin T.pii 



ACC TTT CAG 
Thr Phe Gin 

255 
AAG TAT GTT 
Lys Tyr Val 
270 

GAA ATG AAA 
Glu Met Lys 

GAA TCC AAA 
Glu Ser Lys 

ATA TCA AGG 
He Ser Arg 
320 

ACC GAG GCT 
Thr Glu Ala 

335 
CCT CAG TCC 

Pro nin Sf>r 



768 



ACG CTG TTT 
Thr Leu Phe 
355 

GAC ATC ATC 
Asp He He 
370 

m?m-% : 2 



340 

AGA GCT 
Arg Ala 

TTA TTC 
Leu Phe 



GAC CAC CCA 
Asp His Pro 
360 

AGT GGC AAA 
Ser Gly Lys 
375 



345 

TTC CTA 
Phe Leu 

GTT TCT 
Val Ser 



TTT GTT ATC 
Phe Val He 
365 

TGC CCT TGA 
Cys Pro 
380 



350 

AGG AAG GAT 
Arg Lys Asp 



816 



864 



912 



960 



1008 



1056 



1104 



1143 



380 
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WM 

Met Ala Ser Leu Ala Ala Ala Asn Ala Glu Phe Cys Phe Asn Leu Phe 

15 10 15 

Arg Glu Met Asp Asp Asn Gin Gly Asn Gly Asn Val Phe Phe Ser Ser 

20 25 30 

Leu Ser Leu Phe Ala Ala Leu Ala Leu Val Arg Leu Gly Ala Gin Asp 

35 40 45 

Asp Ser Leu Ser Gin lie Asp Lys Leu Leu His Val Asn Thr Ala Ser 

50 55 60 

Gly Tyr Gly Asn Ser Ser Asn Ser Gin Ser Gly Leu Gin Ser Gin Leu 
65 70 75 80 

Lys Arg Val Phe Ser Asp lie Asn Ala Ser His Arg Asp Tyr Asp Leu 

85 90 95 

Ser lie Val Asn Gly Leu Phe Ala Glu Lys Val Tyr Gly Phe His Lys 

100 105 HO 
Asp Tyr He Glu Cys Ala Glu Lys Leu Tyr Asp Ala Lys Val Glu Arg 
115 120 L25 



Val Asp Phe Thr Asn His Leu Glu Asp Thr Arg Arg Asn lie Asn Lys 

130 135 140 

Trp Val Glu Asn Glu Thr His Gly Lys lie Lys Asn Val lie Gly Glu 
145 150 155 160 

Gly Gly He Ser Ser Ser Ala Val Met Val Leu Val Asn Ala Val Tyr 

165 170 175 

Phe Lys Gly Lys Trp Gin Ser Ala Phe Thr Lys Ser Glu Thr He Asn 

180 185 190 

Cys His Phe Lys Ser Pro Glu Cys Ser Gly Lys Ala Val Ala Met Met 

2 9 ffiSE*8 ¥ 1 0 



3 0 8 6 7 8 9 




4#:sp 9 — 275302 



195 200 205 

His Gin Glu Arg Lys Phe Asn Leu Ser Val He Glu Asp Pro Ser Met 

210 215 220 

Lys He Leu Glu Leu Arg Tyr Asn Gly Gly lie Asn Met Tyr Val Leu 
225 230 235 240 

Leu Pro Glu Asn Asp Leu Ser Glu He Glu Asn Lys Leu Thr Phe Gin 

245 250 255 

Asn Leu Met Glu Trp Thr Asn Pro Arg Gin Met Thr Ser Lys Tyr Val 

260 265 270 

Glu Ala Phe Phe Pro Gin Phe Lys He Glu Lys Asn Tyr Glu Met Lys 

275 280 285 

Gin Tyr Leu Arg Ala Leu Gly Leu Lys Asp He Phe Asp Glu Ser Lys 

290 295 300 

Ala Asp Leu Ser Gly Val Ala Ser Gly Gly Arg Leu Tyr He Ser Arg 
305 310 315 320 

Met Met His Lys Ser Tyr He Glu Val Thr Glu Glu Gly Thr Glu Ala 

325 330 335 

Thr Ala Ala Thr Gly Ser Asn He Val Glu Lys Gin Leu Pro Gin Ser 
340 345 350 

Thr I.eu Phe Arg Ala Asp His Prn Phe Ten Phe Val Tie Arg !,vs Asp 

355 360 365 

Asp He He Leu Phe Ser Gly Lys Val Ser Cys Pro 
370 375 380 
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[H2] 

tmegsinj ±ji\£>*-rt-yT$v-\z.mirz>m<DZyrt?n£<z>T$. 

%#Abfe1H««:*1-. ZtlibOmm** r the protein scoring matrix pam 2 
50j tcfl^SE#|3*afc. xnT§:#®*lc^-t (#^HTIBx=iTttl820-e»S) 
0 (B) SEEPINORSLOitK&^-rHT?**. RSL<Z)P17-P5' (Schecher £Ber 
^ gerCD#-Sftfmc«fc£) &S#aS1tfc. ^SffiJSaStt*^^. TSCClj «H 
¥±&«mfi**tSi (SCCAl) £, riLEUj tex^x#-i£>f >fcfcf#-£, r PA 
I-2j tt^^^^y-^^ttftH^IBW^ (PAI-2) Tovaj ItttfTfr 

y o : ^U-^^^AjfiBllS, l/->2: B Jfc»HL-6<k l/->3:He 

la^HflgS3, l/->4:«tt#«ffiajfil*IK-562, I/- >5 : U >^^fijfil^MOLT- 
4. l/->6: BurkittU ^/IffiRaji, I/- >7 : AHJ3£:lgSW48<K V- >8 : fl$^A5 
49, V->9: M-feMG361 0 JSTFtf) «fc O ICffo £ 0 4>iiU }& B&M, B 

BjfitifSHL-60, Hela0flSS3, S ife^K-562, V > B Jfe#M0LT-4, 

A-^, y h(Burkitt)U>^SRaji, Mfl§ttB§fl£-lgSW480, flifr^A549, feJ:t>*M^ 
ffiG361fi*©2^g©JKUA + RNAfc-^tffc: h —tf>^n y h ituy^ 

e>#HU JJ<UA + RNA(2/*g)£2.2M *M75 F^lKTtfn -^^WCT^ 
HtU ±ia^n>y hM-7^;i/^-tcm^bfe 0 -tO^/l/*-*: ""Rapid Hyb so 
lution (7TS/^Att) J *T*A>f^'J^Xlfe„ :7>f;i/#-&, 0.1XSSPE 
/0 . 1X©*J&;* h U > 3i > >> - tC & £ «fc 9 . 60-C T*&?£ b d 
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:##«Bjil* (±©«) . £RNA*. ^«fi to ^ it r T -Pr i med-F i 
rst-Strandj * „ h (77A7i/7^*fir (*) ) fc*HT3M9Lfc. PC 

8118,1 raA *-^^f9-(/t-^x^-tt)ftfflv^ 2smmmv 

fc. #*-f *;w*, *>T*/y<D*y 3*? u** K^>fv- . 5 ._ ATG 
ATCTCAGCAHGTGAATG-S'fe.fc^T^^-fe^^. 5' -ACTGAGGGAGTTGCTTTTCTAC-3' * 
*V*T\ 84TCT?l#n©* tt , 60TCTf2^ia©T--^ J: 0^72X3 Tf2^W© 
^*Stl**«Wf^-fXtt778bpTf*ofc. Aft«tWn®nUI/ 
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^^^m g mmmm<D^m^(D^y^^^mmiz^^ tmegsinj 

-o©***©^ (40^) 7.*^. mm^RWMmmizit tmegsinj 
A/ttwa^^ofc. (b) ■*m*8m<o3mv**. icA-N«#<z>*ttft n 

K**K: TMEGSINj (C) tt«*200«©«T»S. 

TMEGSINj ft&ftftu tf-V>i^f* r ME 

GSINj Ifttt-gfe&^fc^anTV^, 
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40 
60 

80 
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160 
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200 
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260 
280 
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320 
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360 
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